Supplementary information, Fig. S2. In this figure, different cancer cells were treated
with DM-aKG (15 mM) for 6 hours to determine the ROS levels or 24 hours to assess
DR6 oxidation, pyroptotic features (including morphology, GSDMC cleavage, LDH
release, and Annv*/PI* cells), unless specially indicated otherwise.

(a, b) Effect of Trolox on DM-aKG-induced pyroptosis, as assessed by cell
morphology, GSDMC cleavage, LDH release (a) and Annv*/PI* cells (b) in HeLa cells.
Trolox was used to pretreat cells for 2 hours.

(c) Effect of Trolox on DM-aKG-induced GSDMC cleavage in SGC-7901 (left) and
B16 (right) cells.

(d) The siRNA-based knockdown (KO) or CRISPR/cas9-based knockout pool (sgRNA) of
DR6, TNFR1, FAS, DR3, DR4 or DR5 in HeLa cells was determined by western blot or
RT-gPCR analysis.

(e) Knocking down TNFR1, FAS, DR3, DR4 or DR5 had no effect on DM-aKG-induced
pyroptosis, as indicated by cell morphology. Different genes indicated above had first been
knocked down in HeLa cells.

(f) Knocking down DR6 impaired DM-aKG-induced pyroptosis, as assessed by cell
morphology, GSDMC cleavage and LDH release in SGC-7901 (top) and B16 (bottom)

cells.



(9) Knocking out DR6 impaired DM-aKG-induced pyroptosis in HeLa cells.

(h) DM-oKG induced the oxidation of DR6 in SGC-7901 cells.

(i) B-mercatoethanol abolished DR6 oxidation. Control or DM-aKG-treated HelLa cell
lysates were boiled in loading buffer with or without B-mercatoethanol (0.713M)
incubation.

(J) In DR6 knocking out HeLa cells DM-aKG did not induce the oxidation of DR6.
(k) Some ROS activators (including H202 (2 uM), Antimycin A (5 uM), Oligomycin (1
uM), NaAsO2 (2.5 uM), and Rotenone (50 nM)) showed mild effects on DR6 oxidation.
HelLa cells were treated with ROS activators for 24 hours.

(I) The amino acid sequences flanking Cys in C terminus of DR6 were shown. Mutation
sequences from 1CS to 5CS in the DR6 molecule are highlighted with red markers as
compared to the WT DR6.

(m) Comparison of DR6 oxidative levels in the C-terminal and N-terminal of DR6 in HeLa
cells.

(n-0) Comparison of DM-aKG-induced oxidation levels among different DR6 single point
(n) or multipoint (0) mutants. Different mutants of DR6 were transfected into HeLa cells
as indicated.

(p-q) DR6 was knocked out first in HeLa cells based on CRISPR/Cas9. DR6WT or DR6°¢°



was then transfected into DR6 KO pool cells. Caspase-8 cleavage (p) and pyroptosis (q)
upon DM-aKG stimulation was determined.

Tubulin was used to determine the amount of loading proteins. All data are presented
as the meantSEM of two or three independent experiments. *** p<0.001. The data
were analyzed using one-way ANOVA followed by Dunnett’s multiple comparison test

in (g) or two-way ANOVA followed by the Bonferroni test in (a, b, f, g).



Supplementary information, Figure S2
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